WE attempted to establish an enzyme-linked immunosorbent assay (ELISA) system by preparation of recombinant murine MIP-2 and its rabbit antibodies. A fusion construct of MIP-2 to protein A was used to enable easy purification as well as the generation of a sufficiently large antibody response. The specificity of antibody was confirmed by Western blotting analysis of 20-h conditioned medium from lipopolysaccharide (LPS)-stimulated RAW264.7 cells, a murine macrophage cell line; antibody gave a single band with a molecular weight of approximately 6 000, which is identical to that of murine MIP-2 reported previously. Biotin-streptavidin sandwich ELISA could detect quantitatively MIP-2 at concentration range of 20 to 1 000 pg/ml. In some applications of this ELISA system, time-related production of MIP-2 and inhibitory effect of dexamethasone on its production have been demonstrated in LPSstimulated RAW264.7 cells. Thus, ELISA system established in this study is considered to be a useful tool to study MIP-2 response in various inflammation models in mice.
Introduction
Neutrophil accumulation is [2] [3] [4] [5] [6] [7] Several studies on the pathogenesis of inflammatory diseases have suggested that chemokine production is the main cause of the local accumulation of neutrophils and also their activation. 8 Based on these findings, murine MIP-2 detection system was prepared as an antibody sandwich ELISA in which unlabelled (1.5 gg/ml) and biotinylated (5 lag/ml) rabbit anti-murine MIP-2 IgG were used as capture and second-layer antibodies, respectively, followed by addition of peroxidase-coupled streptavidin and substrate for colour development as described previously. v For standardization of MIP-2 concentrations, MIP-2 was purified by affinity absorbent as above and used after determination of protein concentrations by Lowry's method. a As shown in Fig. 2 ml, indicating that this ELISA system could detect quantitatively MIP-2. When this ELISA system was applied to detect the time-related production of MIP-2 in LPSstimulated RAW264.7 cells, MIP-2 was undetectable (less than 20 pg/ml) at 0 h. At 2 h, a low but recognizable level of MIP-2 (6 ng/ml) was detectable, and then this level increased sharply to 32 ng/ml from 4 to 8 h and then gradually increased to 20 h at which the plateau level attained (Fig.  3) . In the case of LPS-stimulated P388D1 cells, which are other murine macrophage-like cells, MIP-2 was also detected in 20-h CM at a comparable level to that in RAW264.7 cells (data not shown).
Furthermore, because DX is a well-known inhibitor on certain chemotactic factors such as human interleukin-8, 9 it was examined whether this is the case in MIP-2 response. As shown in Fig. 4 , DX inhibited dose-dependently MIP-2 pro- 3 7 duction in a dose range of 10-to 10-M. These data indicate that MIP-2 production might be regulated DX-sensitive factors in accordance with the previous report. ELISA system for murine MIP-2. In some applications of this ELISA system, time-related MIP-2 production and inhibitory effect of DX on its production could be detected in a murine macrophage cell line in response to LPS stimulation. Thus, it is suggested that this assay system should be useful for the studies of MIP-2 response in various inflammatory models in mice.
